PCR-assisted large insertion/deletion mutagenesis.
A mutagenesis protocol is presented that allows the exchange or simultaneous insertion/deletion (INDEL) of large fragments of DNA. The technique uses long single-stranded DNA molecules synthesized by asymmetric PCR. Insertion of large DNA fragments (> 300 bp) was accomplished using these single-stranded DNAs without the need for restriction sites or for subcloning. We have used the method to exchange large DNA fragments in the study of DNA regulatory regions and protein domain function.